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ABSTRACT: We present an updated analysis of the linker and core
histone proteins and their proteoforms in the green microalga
Chlamydomonas reinhardtii by top-down mass spectrometry (TDMS).
The combination of high-resolution liquid chromatographic separation,
robust fragmentation, high mass spectral resolution, the application of a
custom search algorithm, and extensive manual analysis enabled the
characterization of 86 proteoforms across all four core histones H2A,
H2B, H3, and H4 and the linker histone H1. All canonical H2A paralogs,
which vary in their C-termini, were identiﬁed, along with the previously
unreported noncanonical variant H2A.Z that had high levels of acetylation
and C-terminal truncations. Similarly, a majority of the canonical H2B
paralogs were identiﬁed, along with a smaller noncanonical variant,
H2B.v1, that was highly acetylated. Histone H4 exhibited a novel
acetylation proﬁle that diﬀers signiﬁcantly from that found in other organisms. A majority of H3 was monomethylated at K4 with
low levels of co-occuring acetylation, while a small fraction of H3 was trimethylated at K4 with high levels of co-occuring acetylation.

■

globular core region,4 can be subject to post-translational
modiﬁcations (PTMs). These modiﬁcations, in turn, can
recruit additional chromatin-modifying enzymes and proteins
(aka histone readers) that reshape chromatin structure and
accessibility to inﬂuence transcriptional activation and
repression.5,6
The Chlamydomonas genome has between 32 and 34 copies
of each core histone gene arranged as clusters, most with a
tandem tail-to-tail pair of H2A−H2B and of H3−H4.
Additionally, there are three diﬀerent genes for the linker
histone H1 (Table S1). Most of the core histone genes have a
tightly controlled expression proﬁle, with the highest
expression during S/M phase of the multiple ﬁssion cell
cycle.7,8 Core histone proteins arising from these replicationdependent gene clusters are generally referred to as “canonical”
core histones. In some cases, the protein sequences arising
from these paralogous genes are nearly identical (e.g., histone
H4), while in other cases they diﬀer by several amino acids

INTRODUCTION
The unicellular green microalga Chlamydomonas reinhardtii
(Chlamydomonas) is a model photosynthetic microorganism
studied by scientists across many ﬁelds and has been used to
reveal processes related to photosynthesis, cilia and basal body
biogenesis and function, lipid biosynthesis, and cell cycle
control.1 As a consequence of decades of basic research,
molecular genetic tools developed for Chlamydomonas have
made it an attractive reference organism for research on
sustainable biofuels and for production of high-value bioproducts.2 The continued development of Chlamydomonas as
a green algal model system is partly hindered by lack of
knowledge regarding its epigenetic mechanisms that can
interfere with consistent high-level transgene expression.3
Epigenetic mechanisms are partly mediated through covalent
modiﬁcations of DNA (e.g., through methylation) and of
histone proteins. The core histones are a family of small, basic
proteins that form an octameric cylinder around which ∼147
bp of DNA are wrapped to create a nucleosome. Each histone
octamer has two copies each of the four major core histones:
H3, H4, H2A, and H2B. Nucleosomes can be further
organized by association with linker histones (H1) and other
scaﬀolding proteins into higher order chromatin. Besides their
highly structured core regions that interact to form histone
octamers, histones also have amino- and/or carboxy-terminal
extensions or tails that are unstructured which, along with the
© 2021 The Authors. Published by
American Chemical Society
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(e.g., histone H2B). In this study, we use the term “canonical
variants” to describe these types of histone proteins. In
addition to these canonical core histones, there are noncanonical core histone genes that are often found as a single
gene outside of the histone gene cluster and may exhibit
constitutive, replication-independent gene expression. Additionally, their sequences and expression patterns may deviate
signiﬁcantly from those of canonical core histones and have
specialized functions, such as the centromeric histone H3 (e.g.,
Cre16.g661450 or cenH3.1 in Chlamydomonas). We will refer
to these types of histone proteins as “noncanonical variants”
throughout this manuscript.
Investigation of Chlamydomonas histones and their PTMs
has revealed similarities with those in other organisms. For
example, methylation at H3K9 by the SU(VAR)3−9 family of
enzymes is known to create and/or maintain silenced
heterochromatin in insects, mammals, plants and fungi.9,10 In
Chlamydomonas, H3K9 monomethylation, catalyzed by the
SU(VAR)3−9 ortholog Set3p, is also involved in silencing.11
Another common histone PTM, acetylation on H3 and H4, is
correlated with actively transcribed genes in diverse eukaryotes,
including Chlamydomonas.12,13 While many histone PTMs
and their impacts on chromatin are conserved across
eukaryotes, it is increasingly clear that the histone code is
not completely universal.14,15 Even when a PTM is conserved,
its epigenetic consequences may be diﬀerent. For instance,
monomethylation on histone H3 at lysine 4 (H3K4me1) is
used to prime enhancers in human cells16 but serves as a
repressive mark in Chlamydomonas.11,15,17
We previously reported on the most abundant Chlamydomonas core histone modiﬁcations from a cell-wall-less (cw)
strain using top-down mass spectrometry (TDMS).18 However, cw strains of Chlamydomonas are not suitable for all
investigations, especially when considering stress responses
that may be modiﬁed in wall-less strains could impact
chromatin architecture. Subsequently we developed an
improved histone extraction method to increase histone yields
from cell-walled Chlamydomonas.19 Here, using a further
improved histone extraction method for walled strains,
advanced instrumentation for TDMS, and custom MS/MS
analysis software, we were able to identify Chlamydomonas
wild-type strain histone PTMs in greater depth than previously
possible. Unlike bottom-up approaches which involve
proteolytic digestion before analysis, TDMS allows all
modiﬁcations on a single histone protein to be detected
simultaneously, enabling relationships between diﬀerent
histone marks to be determined without inference. We
identiﬁed a total of 86 histone proteoforms20 including
detection of larger histones H1 and ubiquitylated H2B,
complex H4 acetylation isomers, highly acetylated noncanonical variants of H2B and H2A, and a bimodal distribution
of H3 where H3K4me1 correlated with H3 hypoacetylation
and H3K4me3 correlated with H3 hyperacetylation. Our
ﬁndings signiﬁcantly expand the atlas of characterized histone
proteoforms in Chlamydomonas and provide context for
understanding the constellations of diﬀerent PTMs that cooccur on individual histone proteins. These data pave the way
for further biological studies, such as exploration of PTM
dynamics in diﬀerent growth conditions, cell cycle stages, and
in mutants with altered chromatin structure and gene
expression.

■
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METHODS

Cell Culture and Harvesting. Chlamydomonas cultures
were grown and harvested using a method modiﬁed from that
previously published by our lab.19 Chlamydomonas reinhardtii
CC-1690 21gr mating type plus (mt+) wild type (WT) were
grown in 300 mL of tris-acetate phosphate (TAP) media in
500 mL Erlenmeyer ﬂasks, in temperature-controlled 25 °C
water baths, under constant illumination by LEDs with 150 μE
each of red (625 nm) and blue (465 nm) light, bubbling with
air, to a density of (1−2) × 106 cells/mL. Cells were harvested
by centrifugation at 4000g for 10 min at room temperature.
Cell pellets were then resuspended in 50 mL of 1× phosphatebuﬀered saline (PBS), transferred to a 50 mL conical tube, and
centrifuged again at 3500g for 5 min, after which the
supernatant was discarded. Pelleted cells were immediately
ﬂash-frozen in liquid nitrogen and stored at −80 °C.
Nuclei Enrichment. A nuclei enrichment protocol based
on previously reported methods was used on frozen cell
pellets.18,19 A 2× stock of nuclei isolation buﬀer (2× NIB) (1.2
M sucrose, 20% v/v glycerol, 50 mM 4-(2-hydroxyethyl)-1piperazineethanesulfonic acid (HEPES), 40 mM potassium
chloride (KCl), and 40 mM magnesium chloride (MgCl2))
was prepared ahead of time, ﬁlter-sterilized using a 0.22 μm
pore size poly(ether sulfone) (PES) bottle-top vacuum ﬁlter
(CellPro, V50022), and stored at 4 °C. At time of use, the 2×
NIB stock was diluted to a 1× concentration with water,
protease inhibitors, and histone deacetylase inhibitor for a
working concentration of 1× NIBA: 1× NIB with working
concentrations of 1 mM phenylmethylsulfonyl ﬂuoride
(PMSF), 5 mM dithiothreitol (DTT), 10 mM sodium
butyrate, and 0.5× protease inhibitor cocktail (PIC; Roche
cOmplete, ETDA-free, 45148300). NIBA and NIBA-containing samples were kept on ice unless otherwise speciﬁed.
Frozen cell pellets in 50 mL conical tubes were thawed on
ice and resuspended in 5 mL of NIBA + 5% v/v Triton X-100
(CAS No. 9002-93-1), then refrozen dropwise into a pool of
liquid nitrogen in a 25 mL capacity stainless steel screw-top
grinding jar (Retsch, 014620213). Liquid nitrogen was allowed
to boil oﬀ, the grinding jar’s matching 15 mm stainless steel
ball (Retsch, 053680109) was added to the jar, and then the jar
was sealed and submerged in liquid nitrogen to keep the
sample frozen. Samples were macerated using a Retsch mixer
mill (MM400) at 30 Hz for two rounds of 90 s each, in
between which the grinding jar was resubmerged in liquid
nitrogen to prevent thawing. These macerated cells were
transferred while still frozen, using a small metal spatula, to a
50 mL conical centrifuge tube and resuspended in 20 mL of
additional ice-cold NIBA + 5% Triton X-100, thawed on ice,
and then incubated on ice for 10 min. Samples were
centrifuged at 1500g for 30 min at 4 °C. The resulting
nuclei-enriched pellet was gently washed once by adding 20
mL of NIBA without detergent, swirled (but not pipetted)
vigorously to resuspend the pellet, and centrifuged again at
1500g for 10 min at 4 °C. Finally, the washed nuclei-enriched
pellet was gently resuspended by pipetting in another 1 mL of
NIBA without detergent and transferred to a 1.5 mL tube, and
pelleted again at 2000g for 10 min at 4 °C. At this step and in
all subsequent steps, all 1.5 mL tubes used were low-proteinbinding (Life Technologies, 90410). The wash supernatant
was aspirated, and the nuclei-enriched pellet was ﬂash-frozen in
liquid nitrogen and stored at −80 °C.
1672
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Histone Extraction. The nuclei-enriched pellet (typically
100−200 μL) was thawed on ice and then mixed with 1 mL of
ice-cold histone extraction buﬀer (HEB) (2 M CaCl2, 10 mM
HEPES, 10 mM sodium butyrate, 5 mM DTT, and 1 mM
PMSF, and 0.5×−1× PIC). Nuclei were incubated in HEB,
rotating for 1 h at 4 °C, for salt-extraction of the histones from
the nuclei-enriched pellet. The sample was acidiﬁed by adding
25 μL of concentrated hydrochloric acid (HCl) for a ﬁnal
concentration of approximately 0.3 M HCl and rotated at 4 °C
for 20 min. The acidiﬁed sample was then centrifuged at 5000g
for 10 min at 4 °C to pellet the acid-insoluble material. The ∼1
mL of the salt-extracted and acid-soluble supernatant was
transferred to a new tube, and 250 μL of 100% trichloroacetic
acid (TCA) (CAS No. 76-03-9, BeanTown Chemical, 144045)
was added for a ﬁnal concentration of 20% TCA and incubated
stationary on ice for 1 h to precipitate the protein. The
precipitated proteins were pelleted by centrifugation at 14000g
for 5 min at 4 °C. Using glass Pasteur pipettes to handle all
organic solvents, the pellet was washed once each with 1 mL of
ice-cold 20% TCA prepared fresh from a 100% TCA stock, 1
mL of 99.9% HPLC-grade acetone (CAS No. 67-64-1, J.T.
Baker 9254-02) with 0.1% HCl (stored at −20 °C), and 1 mL
of 100% HPLC-grade acetone (stored at −20 °C) and
centrifuged at 14000g for 5 min at 4 °C in between each wash.
These TCA and washing steps desalt the proteinaceous pellet,
and no further puriﬁcation (e.g., desalting tip) was done prior
to liquid chromatography with tandem mass spectrometry
(LC−MS/MS) analysis. The washed histone pellet was dried
at room temperature for 10 min to evaporate the acetone.
Water-soluble histones were extracted from this washed TCAprecipitated pellet by adding 50 μL of ultrapure water at room
temperature, crushing and breaking up the pellet with a glass
pestle fashioned by melting the tip of a 2 mL glass Pasteur
pipet, centrifuging at 14000g for 5 min at 4 °C to pellet the
insoluble material, and transferring the water-soluble proteins
in the supernatant to a new tube. This water extraction was
repeated a second time on the remaining TCA-precipitated
pellet, and the second supernatant was pooled with the ﬁrst.
This 100 μL of pooled water-soluble protein extract were
centrifuged again at 14000g or 5 min at 4 °C to pellet any
remaining precipitate, and the doubly cleared supernatant was
ﬂash-frozen in liquid nitrogen and then either stored at −80 °C
or lyophilized for shipment at ambient temperature.
Liquid Chromatography−Mass Spectrometry. Online
reversed-phase liquid chromatography (Waters NanoAcquity
or Thermo Dionex) coupled with high-resolution mass
spectrometry (Thermo Orbitrap Eclipse or Lumos) was used
to analyze intact histone samples. Mobile phase A (MPA) was
0.1% formic acid in water, and mobile phase B (MPB) was
0.1% formic acid in acetonitrile. The analytical column (i.d. 75
μm, o.d. 360 μm, length ∼70 cm) was custom packed with
C18 particles (Phenomenex Jupiter 3 μm 300 Å). For some
samples, a custom-made trap column (Separation Methods
Technologies bulk C2 resin BMEB2-3-300, 3 μm 300 Å, i.d.
150 μM, o.d. 360 μm, length ∼5 cm) was used to further desalt
the sample on the Waters LC by washing with 1% MPB for 5
min. It should be noted that salt adduction observed was
minimal and equivalent in samples run both with or without
the trapping column. The gradient of MPB was typically set to
1%, 10%, 20%, 44%, 60%, and 1% at 0, 5, 10, 165, 185, and 190
min, respectively.
To maximize spectral quality, a large number of microscans
was used for MS (∼2.6 s per spectrum), and a long maximum
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injection time was used for MS/MS (one microscan) as
follows. MS data were collected between 600 and 1600 m/z
with 8 microscans, automatic gain control (AGC) 200% (8 ×
105) and a maximum injection time of 50 ms. Three precursors
within 600−1150 mass-to-charge ratio (m/z) and charge >5
were selected for both electron transfer dissociation (ETD)
and higher-energy collisional dissociation (HCD). ETD had a
reaction time of 17 ms, AGC target of 2000% (1 × 106) and
maximum injection time of 1.5 s. HCD had stepped energy 30
± 5%, AGC target of 2000% (1 × 106) and maximum injection
time of 0.5 s. Isolation window was set to either 0.4 or 0.6 m/z.
Dynamic exclusion was enabled for a duration of 80 s. Single
charge state per precursor and exclusion was enabled for the
ﬁrst 90 min of the analysis. After 90 min, undetermined charge
states were included to better capture low abundance
proteoforms (e.g., for highly modiﬁed H3). For dataindependent LC−MS/MS experiments, the instrument was
conﬁgured as above but we incorporated an inclusion list with
histone masses and m/z values of interest identiﬁed in previous
data-dependent runs.
Analysis of TDMS Data (See the Supporting
Information for an Expanded Data Analysis Section).
LC−MS/MS Visualization and Database Searching. Each
Orbitrap LC−MS .raw data ﬁle was converted to the.mzML
ﬁle format by MSConvert using the default options and no
ﬁlters.21,22 The .mzML spectrum ﬁle was loaded into MASH
Explorer23 for MS visualization or TopPIC24 for database
searching with a FASTA ﬁle of the current, predicted
Chlamydomonas nuclear encoded proteome (Phytozome
v12). All of the basic and advanced parameters were left as
default, with the exception of the maximum mass shift which
was set to ±1000 Da. The results were manually reviewed
through TopPIC’s web-based viewer. A Feature File map was
generated by inputting the .mzML ﬁle into LcMsSpectator
(results viewer of the Informed-Proteomics package)25 using
the default parameters.
Targeted Precursor Mass Search. The .mzML ﬁle
generated from each LC−MS run was processed into an
MSALIGN ﬁle by using FLASHDeconv26 or TopFD. The
MSALIGN is a text ﬁle containing the scan number, precursor
monoisotopic m/z and mass, and fragment ion list. Our
custom Python script SMC (Search MS and Combine MS/
MS) was written in Python 3.8.4 and is available for download
at www.github.com/pesavent/SMC. The MSALIGN ﬁle was
input into SMC and queried for a speciﬁc precursor
monoisotopic mass with a mass tolerance typically set to
±2−3 Da. The resulting text ﬁle included the scan (i.e.,
spectrum) number, precursor masses, and a combined list of
fragment ions per MS/MS activation type (e.g., ETD or
HCD). The scan number and precursor mass were crossreferenced with the parent LC−MS data ﬁle using Thermo’s
QualBrowser software to ensure the precursor masses were all
from the same or related proteoform. This parental LC−MS
data ﬁle and the SMC-generated scan numbers were inputted
into TDValidator27 (Proteinaceous, Inc.) for proteoform
investigation and PTM localization.
Histone PTM Quantitation. Global and isomeric quantitation of histone PTMs were done as previously described28 and
will be described here brieﬂy. An example calculation can be
found in the expanded data analysis methods in Supporting
Information. Global abundance values of each intact histone
mass were generated using MS1 ion intensities from summed
LC−MS scans throughout the elution window of the
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Figure 1. Histone feature map from top-down liquid chromatography mass spectrometry (LC−MS) for all Chlamydomonas core and linker
histones shows well-resolved proteoforms. (A) The vertical axis shows the intact mass of each detected polypeptide: the numbered boxes highlight
elution regions of linker histone H1 (#1) and core histones H2B (#2), H4 (#3), H2A (#4), and H3 (#5). The color scale to the right of the vertical
axis represents log10 ion intensity values. (B) Zooming in on histone H4 (gray box #3 in panel A) illustrates baseline-separation of oxidized versus
unoxidized proteoforms and further separation based on methylation/acetylation within each oxidation state.

algae,19 and here, we further improved the method for walled
Chlamydomonas by incorporating cryogenic ball milling,
which led to higher histone yields (see the Methods for
more details and Figures S1 and S2). The increased yields and
purity we achieved, when combined with enhanced chromatography, allowed for lower abundance histone proteoforms to
be detected without resorting to oﬀ-line reversed-phase liquid
chromatography (RPLC) puriﬁcation or online two-dimensional LC. Others have found improved separation of histone
proteoforms with diﬀerent stationary phases such as C329 for
TDMS and middle-down (MD) analysis and porous graphitic
carbon (PGC)30 for MD and bottom-up (BU) analysis.
Herein, we employed a versatile C18 reversed-phase (RP) LC
method for global analysis of histone proteoforms (see the
Methods). Data-dependent analysis (DDA) via LC−MS was
performed with a shallow acetonitrile gradient for histones
extracted from asynchronous Chlamydomonas cultures grown
in continuously illuminated log-phase conditions (Methods).
Canonical histones, noncanonical histones, and the linker
histone H1 were identiﬁed after eluting at distinct times during
LC−MS (Figure 1A; see Table S1 for a complete list of
Chlamydomonas histone genes). Partial oxidation of histones
during their puriﬁcation complicates TDMS analysis by
creating multiple mass variants for each proteoform, some
with (nearly) isobaric masses. However, the RPLC baseline
separation of unoxidized, partially oxidized, and completely
oxidized methionine-containing histones allowed for unambiguous assignment of PTMs without the need for additional
sample modiﬁcation (such as intentional oxidation31) for most
Chlamydomonas histones. The degree of LC separation for

proteoforms quantiﬁed. The summed LC−MS scans were
deconvoluted in FreeStyle 1.7 (Thermo Scientiﬁc) or MASH
Explorer to generate each proteoform’s monoisotopic mass and
its respective relative ion intensity. Then, intensities of all
deconvoluted masses above a signal-to-noise ratio (S/N) of 2
were summed to represent the total proteoform abundance
within that LC elution window and the abundance of each
mass feature was calculated as a fraction of the total to generate
the protein intensity relative ratios (PIRR).28 For mass features
comprised of multiple proteoforms (e.g., positional isomers),
the fragment ion intensity relative ratios (FIRRs) were used to
approximate the abundance of each isomer.28 These values
were then multiplied by the PIRR of the corresponding
precursor mass to determine global abundance of a speciﬁc
proteoform. For proteoform abundance values we report with
an associated variance, the variance was calculated from three
independent biological replicates and represents the standard
deviation of that n = 3 population. For proteoform abundance
values without standard deviations listed, we could not obtain
suﬃciently high-quality MS/MS data (when evaluated by
either sequence coverage or high S/N fragment ion intensity
values) from a suﬃcient number of biological replicates.

■

RESULTS AND DISCUSSION
Improved Liquid-Chromatography Top-Down Mass
Spectrometry of Salt-and-Acid Extracts from C. reinhardtii Nuclei Reveals Many Histone Proteoforms. We
recently published a straightforward protocol that generates
histone extracts suitable for liquid chromatography−tandem
mass spectrometry (LC−MS/MS) analysis from walled
1674
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Figure 2. Integration of custom SMC software (Search MS and Combine MS/MS) into a targeted data analysis workﬂow: investigation of a 11 432
Da mass hypothesized to be monoacetylated histone H4. A directed acyclic graph (left) shows the workﬂow starting with preliminary proteoform
identiﬁcation by database searching in MASH Explorer (left). (A) The deconvolution ﬁle (MSALIGN format) is then loaded into SMC, and the
desired precursor mass is queried for tandem MS. (B) If tandem MS was performed, a list including all fragment ions and their respective scan
numbers is generated. (C) Copy-pasting the fragment ions generated from (B) into ProsightLite33 allows quick hypothesis-driven proteoform
investigation. (D) A deeper analysis can be performed by summing the scans from (C) and visualizing the data with TDValidator,27 which in this
case resulted in the detection of isomeric proteoforms (e.g., c123+, c133+, c143+, c153+, orange and black ions).

histone oxidation states is exempliﬁed in Figure 1B, where all
oxidized H4 proteoforms containing M84ox eluted prior to the
unoxidized forms. Even canonical H2B proteins, which contain
two methionine residues, show three distinct regions of
separation based on three possible oxidation states: 2 oxidized
Met, 1 oxidized and 1 unoxidized Met, and 2 unoxidized Met
(Figure 1A, box 2: far left, middle and far right mass clusters,
respectively). The shallow elution gradient and enhanced
separation allowed DDA of approximately 6000−9000
precursor ions per LC−MS analysis. We note that database
searching identiﬁed many truncated histones (data not
shown), generated as proteolytic fragments during protein
extraction or from in vivo “histone clipping”32 (Supporting
Information). These truncated proteins are apparent as small
peptides (<10 000 Da) that follow the same elution proﬁles as

the corresponding intact histones (Figure 1A). We plan to
investigate these truncated forms in the future.
A New Custom Software Accelerates HypothesisDriven Top-Down Analysis of Histone Proteoforms.
Computational assistance in interpreting mass spectral data is
essential for eﬃcient analysis of large data sets, and is
exempliﬁed by software tools such as MASH Explorer,23
ProsightPTM,34 and Skyline.35 A discovery-based approach
using TopPIC24 and MSPathFinder25 within MASH Explorer
to conduct database searches conﬁrmed and expanded the list
of detected Chlamydomonas histone proteins,18 as well as
nonhistone proteins (mainly ribosomal proteins, other nuclear
proteins, and truncated histones: see the Supporting
Information). The redundancy in precursor masses selected
for ETD and HCD enabled multiple low-intensity MS/MS
spectra to be summed for better S/N and visualized, despite
1675
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H3K4/9me1 + 211 Da (G32-F103)
H3K4me3 + 174 Da (Q19-I118) or H3K4me1 + 283
Da (Q19-I118)
H4Nα-acK79me1
H4Nα-acK16acK79me1
H4Nα-acK5acK8ac K12acK79me1

H3K9me1 + 197 Da (K23−I118)

H3K4me3K9acK14acK18ac +115 Da
(Q19-F77)
H4Nα-ac
ac4K12acK79me1
H4Nα-acK5b/8acK16ac K79me1
H4Nα-acK5acK12acK16acK20acK79me1

H3K4me1 + 140 Da (K23-T44)

H3K4me1 + 125 Da (Q54-F77)

H4Nα-acK5acK8ac
K12acK16acK79me1

acH1.2Nα-ac
H2A.1
H2A.2Nα-ac
H2A.3Nα-acK5ac
H2A.ZNα-acΔ142-143
H2BNα-me3.2c
H2BNα-me3.11c
H2BNα-me3.v1
H2BNα-me3.v1K7acK11acK12acK16ac
H3K4b/9me1
H3K4me1 + 71 Da (L20-I118)

H1.1Nα-ac
H2A.0Nα-ac
H2A. 2
H2A.3Nα-ac
H2A.ZNα-acΔ143
H2BNα-me3.1c
H2BNα-me3.9c
H2BNα-me3.15c
H2BNα-me3.v1K7ac K11acK12ac
H3
H3K4me1 + 56 Da (P37−F57)

H4NαacK5acK8acK12acK16acK20acK79me1

H4Nα-acR3me1K79me1
H4Nα-acK5acK8acK79me1
H4Nα-acK5acK8ac K16acK79me1

H3K4me3K9acK14acK18ac +70 Da
(Q19-I118)

H3K4me1 + 155 Da (K23-D105)

H4Nα-acK5acK79me1
H4Nα-acK5b/8acK12ac K79me1
H4Nα-acK5acK12ac
K16acK79me1

H3K4me3K9acK14ac +128 Da
(Q23 - T79)

H3K4me1 + 167 Da (A25-F83)

H3K4/9me1+ 28 Da (K27-M119)
H3K4me1 + 98 Da (K23-L99)

H2BNα-me3.5c
H2BNα-me3.13c
H2BNα-me3.v1K11ac

H2BNα-me3.3c
H2BNα-me3.12c
H2BNα-me3.K7ac
H3K4me1 + 14 Da (K35-Q86)
H3K4me1 + 84 Da (T28-T117)

H2A.1Nα-acK5ac
H2A.2Nα-acK188ac
H2A.ZNα-ac

H2A.1Nα-ac
H2A.2Nα-acK5ac
H2A.4Nα-ac

H4Nα-acK8acK79me1
H4Nα-acK12acK16ac K79me1
H4NαacK8acK12acK16acK79me1

H3K4me1 + 42 Da (T28-Y40)
H3K4me1 + 112 Da (A23R115)
H3K4me1 + K18ac +140 Da
(Q19-L91)
H3K4/9me1 + 255 Da
unlocalized

H2BNα-me3.8c
H2BNα-me3.14c
H2BNα-me3.v1K7acK11ac

H2A.1Nα-acK188ac
H2A.3
H2A.ZNα-acK6acK14ac

Proteoforms diﬀering in methionine or cysteine oxidation were not considered. α-amino modiﬁcation is denoted by “Nα-”, while the other histone PTMs follow standardized nomenclature.36 The
names of each protein can be cross-referenced to their gene(s) using Table S1. H3 and H4 refer to the H3.1 and H4.1 sequences, respectively. bIndicates ambiguous isomer assignment. cEvidence of
monoubiquitylation (see Figure S6).

a

H4

H3

H2B

H1
H2A

Table 1. Table of Chlamydomonas Histone Proteoforms Identiﬁed by TDMS in This Studya
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Figure 3. Identiﬁcation and quantitation of 15 internally acetylated H4 proteoforms in Chlamydomonas. (A) Top-down mass spectrometric
proﬁles of unoxidized histone H4 (charge state z = 15) summed from the corresponding elution window depicted in (Figure 1B) with the isotopes
colored to match the corresponding proteoform with increasing internal acetylation listed on the far left. Dotted horizontal lines connect the
individual H4 masses with their corresponding proteoforms shown on the far left. The inset in (A) shows the summed spectra for all unoxidized
histone H4 from retention time (tR) 111.5−116.5 min. Isotopes shaded gray (far right MS spectrum) are from a larger, non-H4 protein. (B)
Representative summed mass spectrum corresponding to the oxidized H4 eluting from tR 105−110.5 min, also shown in Figure 1B. The six major
acetylated forms were found to be internally unacetylated (11 391 Da; red), monoacetylated (11 433 Da; orange), diacetylated (11 475 Da; olive),
triacetylated (11 517 Da; green), tetraacetylated (11 559 Da; blue), and pentaacetylated (11 601 Da; purple). The global abundance percentages
listed below each mass are calculated from three biological replicates. All H4 proteoforms were found to have Nα-ac, K79me1, and M84ox along
with acetylation site composition illustrated by the corresponding pie chart boxed above each peak. Three biological replicates (n = 3) were used in
calculating the composition of each acetylation isomer except for pentaacetylated H4. An asterisk (*) indicates K5ac as the predominant second
acetylation site (see the main text for more details). The abundance and isomeric composition of each form was estimated from mass spectra as
described previously.28

precursor mass. SMC allows for some analyses to be done
with LC-MS data that can usually only be done using oﬄineseparation and direct infusion of proteins, which includes
summing multiple MS/MS scans per precursor ion. Furthermore, it allows for a hybrid approach, where MS/MS data
from a range of precursor masses of related proteoforms (or
the same form at diﬀerent charge states) can be summed
together to dramatically increase the S/N above that of a
single-scan MS/MS event. The data shown in Figure 2 are
from a targeted search for a mass of 11 432 Da (hypothesized
to be a histone H4 proteoform) using SMC (Figure 2B). Eight
MS/MS spectra matched our search query for this precursor
mass, and the corresponding ETD fragment ions were inputted

using DDA data. Here, we developed a freely available Python
script named SMC (Search MS and Combine MS/MS) that
accepts deconvoluted LC−MS data as an MSALIGN ﬁle
(generated through TopFD24 or FLASHDeconv26), searches
for MS/MS data from a speciﬁed precursor mass (MS) of
interest (workﬂow shown in Figure 2A), and then combines
the MS/MS information from all corresponding scans. SMC
generates an output text ﬁle that includes MS/MS scan
numbers, precursor masses and a combined list of fragment
ions from the queried precursor mass and all corresponding
MS/MS. These fragment ions and the hypothetical protein
sequence can be entered into ProsightLite33 to enable quick,
hypothesis-driven targeted investigation of the queried
1677
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composition (pie charts in Figure 3B) and precursor mass
abundances (Figure 3B) reported here may arise from
instrumental and biological sources. For instance, our histone
proteoform characterization pipeline generates nanoLC−MS/
MS DDA data sets and where low-abundance proteoforms
produce highly variable MS/MS data. This may lead to
situations where missed or poor S/N fragment ions contribute
to variability in the isomeric quantitation because resolving low
abundance ions from noise requires averaging more data points
(scans). Another factor contributing to variability for intact
masses with positional isomers separated by a few amino acid
residues (e.g., diacetylated H4) is the ability to quantify these
isomers when only one or two fragment ions diﬀerentiate
them. We expect these instrumental sources of variability to be
minimized in future studies, since the “atlas” of intact
Chlamydomonas histone masses we report here will inform
future data-independent analysis (DIA) experiments with more
scans dedicated to targeted masses.
The most abundant histone H4 proteoform had a
modiﬁcation proﬁle that includes Nα-ac (i.e., α-amino
acetylation), K79me1, and Met84ox (11 391 Da, Figure 3B).
The methionine at position 84 is highly susceptible to
oxidation and a signiﬁcant portion was found to be in its
sulfoxide state, as were other methionine residues present in all
methionine-containing histones. The pattern of H4 PTMs is
nearly identical between unoxidized and oxidized proteins
(compare Figure 3A inset MS (unoxidized) with Figure 3B MS
(oxidized)), and MS/MS analysis revealed similar proteoform
composition between these oxidation states (data not shown).
The lack of proteoform bias between oxidation states suggests
that a majority of the oxidation is occurring in vitro, which has
been documented in other studies.18,44 Because all histone H4
proteoforms were found to have Nα-ac, we will use the term
“acetylation” here to speciﬁcally refer to internal acetylation
(e.g., K5ac, K8ac, etc.).
We previously reported the detection of a unique, highly
abundant histone H4 monomethylation at lysine 79, and our
current analysis extends this ﬁnding to specify that >98% of H4
masses targeted for MS/MS contain K79me1. We did detect
H4 lacking K79me1 at low levels (typically <2%), and
remarkably, the only H4 proteoform clearly lacking this
methylation is the unacetylated H4 form (Figure 3A, MS from
tR 111.60−111.99 min). This suggests that K79 methylation
may occur prior to the events leading to H4 acetylation,
possibly occurring immediately after synthesis during S phase.
Experiments involving cell cycle synchronization might assess
the addition of methylation to newly synthesized histone H4 to
provide clues about the timing of the ubiquitous H4K79me1.
Such experiments must employ the TDMS approach, as the
connection between all amino-terminally modiﬁed H4 proteoforms characterized and their carboxy-terminal K79 methylation would be lost by bottom-up or middle-down approaches
(e.g., by GluC digestion). The only modiﬁcation detected at
K79 was monomethylation. H4K79me1 has yet to be detected
from many other species including fruit ﬂies, humans, yeast,
and maize. However, the diatom P. tricornutum, the brown alga
Ectocarpus, and the intracellular parasite T. gondii, each
members of the SARs (Stramenopiles, Alveolates, and
Rhizaria) supergroup do possess H4K79 mono-, di-, and
trimethylation (reported by bottom-up MS).45−47 The
extremely high abundance and lateral position of H4K79me1
make it likely to play a role in DNA-histone or nucleosomenucleosome interactions. The enzyme(s) responsible for

into ProsightLite along with a single Chlamydomonas histone
H4 amino acid sequence. After PTM assignment, we
preliminarily identiﬁed this precursor mass as the H4NαacK5acK79me1Met84ox proteoform (Figure 2C), but other
PTMs were possible suggesting the presence of positional
isomers (data not shown). To verify and quantify positional
isomers comprising the 11 432 Da precursor mass, the same
eight MS/MS spectral scans were summed using the
proteoform validation software TDValidator27 (Proteinaceous,
Inc.; Figure 2D). Indeed, the enhanced S/N aﬀorded by
summing scans revealed additional, low-abundance c ions
conﬁrming the presence of multiple monoacetylation isomers,
including K12ac and K16ac (represented by orange c ions in
Figure 2D). This approach was repeated for multiple precursor
ions with each histone and was used to identify 86 histone
proteoforms (Table 1). A total of 5 biological replicates were
analyzed by LC−MS and in cases where a histone proteoform
could be completely characterized in ≥3 of those replicates
(such as the monoacetylated histone H4 above), we report its
relative abundance with a standard deviation.
Our extensive manual analysis, assisted by several software
tools (e.g., TDValidator, TopPIC, MASH Explorer, InformedProteomics, FLASHDeconv, ProsightLite, and SMC) demonstrate the potential to extract detailed information on histone
proteoforms from standard TDMS data sets that are often
missed by automated data processing pipelines, such as
explicitly deﬁned isomeric proteoforms. Currently, such indepth analysis still requires signiﬁcant manual analysis and
integration of outputs from multiple software packages. We
believe future software development to further automate such
analyses will signiﬁcantly improve the speed and depth of
complex proteoform characterization when using TDMS.
Histone H4 Post-translational Modiﬁcations Include
H4R3me1, Multiple Isomeric Acetylation Proﬁles, and
Ubiquitous H4K79me1. Of the 32 genes encoding H4, 30
encode the same protein sequence (H4.1). The other two H4
genes, H4.2 and H4.3, diﬀer from H4.1 by 1 and 9
substitutions, respectively, and were not detected in our
analysis (Table S1). Thus, the term “H4” is used here to
speciﬁcally mean the H4.1 protein and its proteoforms.
Quantiﬁcation of histone proteoform abundances was
established in previous studies,28,37 and involved summing
total ion intensity over the LC−MS elution window, using
fragment ion information if multiple proteoforms were present
in the precursor mass. Label-free quantitation of proteins from
TDMS data has been validated for both histone and
nonhistone proteins.38−41 The high-quality ETD data for
histone H4 from 3 biological replicates provided enough
information to report quantitative diﬀerences in abundances
along with standard deviation of those abundances. Unfortunately, this was not the case for other the histone proteins H3,
H2A, H2B and H1 and we report their abundance values from
a single LC−MS experiment. The average standard deviation
in relative abundance of each H4 positional isomer (5.7%,
Figure 3B) is in line with other TDMS studies28,29,42 but was
slightly higher than modiﬁed histone peptides using bottom-up
approaches (e.g., ∼1% for H3 peptides in ref 43). In some
cases, such as the H4NαacK5acK12acK16acK20acK79me1Met84ox proteoform shown in Figure 3B, the relative
abundance value (4.6%) is close to its standard deviation
(6.5%). Indeed, in some of the replicate LC−MS data, this
tetraacetylated H4 form was either undetected or very low
abundance. We suspect that the variability in isomeric
1678
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Table 2. Global Abundances of Histone H4 Internal Acetylation Isomersa from Asynchronous Chlamydomonas Cultures
unacetylated 52.9 ± 8%

unacetylated
monoacetylated
diacetylated
triacetylated
tetraacetylated
pentaacetylated

K5ac
K8ac
9.0 ± 1.4%
1.1 ± 0.8%
K5ac + K8ac
K5*/K8ac + K12ac
1.0 ± 0.6%
5.5 ± 1.4%
K5ac + K8ac + K12ac
K5ac + K8ac + K16ac
1.2 ± 0.4%
0.5 ± 0.2%
K5ac + K8ac + K12ac + K16ac
0.9 ± 0.6%
K5ac + K8ac + K12ac + K16ac + K20ac
0.5%b

K12ac
6.8 ± 1.5%
K12ac + K16ac
0.4 ± 0.3%
K5ac + K12ac + K16ac
1.5 ± 0.5%
K5ac + K12ac + K16ac + K20ac
0.1 ± 0.1%

K16ac
3.6 ± 1.2%
K5*/K8ac+K16ac
0.4 ± 0.5%
K8ac + K12ac + K16ac
0.3 ± 0.1%

a
All acetylated isomers in this table were also modiﬁed at Nα-ac, K79me1, and M84ox. Variances represent the standard deviation from three
biological experiments. bOnly selected for MS/MS once among four LC−MS DDA experiments. *While assignment to K5 or K8 is ambiguous, the
level of K5 acetylation is much greater than K8 acetylation and is identiﬁed as the predominant second acetylation site (see Figure 3 and the text).

occupancies for diacetylated H4 is somewhat confounded by
the inability to unambiguously assign K5ac versus K8ac with
either K12ac or K16ac without MS/MS/MS.42 Thus,
diacetylated H4 denoted by “K5*/K8ac” are predominantly
acetylated at K5 over K8 (as denoted by the asterisk). Again,
both the isomeric composition and the global abundance of
the diacetylated H4 proteoforms are strikingly diﬀerent than
those found in HeLa cells: global abundance of all diacetylated
H4 forms in Chlamydomonas account for 7.3% of all H4 while
in HeLa it accounts for 2.6%. In Chlamydomonas, four
combinations of triacetylated H4 proteoforms were identiﬁed,
with two the most abundant being H4Nα-acK5acK12acK16ac
(1.5%) and H4Nα-acK5acK8acK12ac (1.2%) (Table 2; Figure
3B, green box). The most highly acetylated H4 proteoforms,
tetraacetylated and pentaacetylated H4, were found to be less
complex, as expected. Of all tetraacetylated proteoforms, the
majority were found to be H4Nα-acK5acK8acK12acK16ac
(0.9%) with a minor portion being H4Nα-acK5acK12acK16acK20ac (0.1%), being present at a global abundance of
0.9% and 0.1%, respectively. Finally, we also identiﬁed a pure
pentaacetylated species with acetylations at K5, K8, K12, K16
and K20 (Table 2, Figure 3B, indigo box) at extremely low
levels (∼0.2% global abundance). While the intact mass was
detected in most LC−MS analysis, either poor ETD
fragmentation or lack of selection for MS/MS limited our
ability to quantify this proteoform. It should be noted that
while H4 acetylation isomers present in Chlamydomonas and
HeLa cells are numerous and distinct, each acetylated H4 form
(mono, di-, etc.) in S. cerevisiae is a pure species (i.e., no
evidence of positional isomers) with the sole species being
K16ac, K16ac + K12ac, K16ac + K12ac + K8ac and K16ac +
K12ac + K8ac + K5ac for the monoacetylated, diacetylated,
triacetylated, and tetraacetylated forms, respectively.51 In sum,
we detected all Chlamydomonas H4 acetylation states as found
in a previous radio-labeling study that required cycloheximide
treatment to detect proteoforms above monoacetylation.52 It is
likely these highly acetylated H4 forms are found in the
promoter regions of actively transcribing genes and are absent
from promoters of silent genes.12
In animal cells and the yeast S. pombe, H4K20 is found to be
heavily methylated (typically dimethylated) and this methylation is implicated in the establishment of heterochromatin,
DNA damage repair and chromatin stability (reviewed in53,54).
However, H4K20 methylation is not detected in Chlamydomonas, diatoms,46 S. cerevisiae,51 or land plants.19,55,56 Instead,
Chlamydomonas, Arabidopsis, and diatoms have low levels of

H4K79 methylation are currently unknown, so further
understanding of this modiﬁcation awaits their identiﬁcation
and characterization.
Besides H4K79me1, the only other methylation detected on
H4 was a minor form (<1%) with monomethylation at R3
(H4R3me1). The H4 proteoform with R3me1 also had Nα-ac,
K79me1, and M84ox and coeluted with the corresponding
unmethylated R3 form (Mmi 11 405 Da, Figure 3; Figure S3).
The low abundance of H4R3me1 and its coelution with more
abundant H4 proteoforms often resulted in poor or completely
absent MS/MS data for this species. Despite these limitations,
we unequivocally identiﬁed H4R3me1, which is the ﬁrst report
of its presence in Chlamydomonas despite being identiﬁed and
heavily studied in other organisms. Enzymes that methylate
arginine residues are collectively referred to as protein arginine
methyltransferases (PRMT). In humans, protein arginine Nmethyltransferase 1 (PRMT1) can methylate H4R3 and leads
to enhanced H4 acetylation by activating p300.48 While studies
of Chlamydomonas PRMT1 (Cre03.g172550) have not tested
for H4R3 methylation activity, they have shown its
involvement in asymmetric dimethylation of arginine in
proteins involved in ﬂagella resorption in Chlamydomonas.49
Because the TDMS methodology used to quantify
Chlamydomonas histone H4 was similar to that done for
human HeLa H4,28,37 we compared acetylation abundances
and isomeric composition between the two organisms. While
the acetylation proﬁles of unacetylated and multiply acetylated
H4 proteoforms in Chlamydomonas (Figure 3B) resemble
those in human37 and Drosophila cells,50 there is a striking
diﬀerence in acetylation site occupancies and global
abundances of several acetylated proteoforms. First looking
at the monoacetylated isomers of mass 11 433 Da, the most
abundant monoacetylated H4 proteoform in Chlamydomonas
was found to be acetylated at K5 (9.0%), which is 5-fold
greater than K5 acetylation in HeLa (1.7% across all K20
methylation states42). Alternatively, Chlamydomonas K16ac
represents only 3.6% of all detected histone H4 (Table 2 and
Figure 3B), while in asynchronously grown human HeLa cells
it represents the most abundant monoacetylated proteoform at
15% (across all K20 methylation states). Similarly, K12
acetylation was also found to be 5-fold greater in
Chlamydomonas than HeLa cells, 6.8% vs 1.3%, respectively.
The most abundant diacetylated H4 proteoform was H4NαacK5*/K8acK12ac (5.5%), followed by H4Nα-acK5acK8ac
(1%) and minor amounts H4Nα-acK12acK16ac and H4NαacK5*/K8acK16ac (0.4% each). Analysis of acetylation site
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Figure 4. Canonical H2A proteins exhibit modiﬁcation proﬁles similar to each other but deviate signiﬁcantly from the H2A variant H2A.Z. (A) The
canonical H2A proteins H2A.0−4 (z = 17+) have Nα-ac (red) as the most abundant proteoform and minor levels of either an additional internal
monoacetylation (orange) or an absent amino-terminal acetylation (ΔNα-ac, gray), as speciﬁcally illustrated by H2A.3. The isotopes marked with
asterisks (*) are from a non-H2A protein. (B) Three intact H2A.Z molecules (z = 21+) were found to correspond to the entire coding sequence
(colored red through blue) or missing one (H2A.ZΔ143) or two (H2A.ZΔ142-143) carboxy-terminal residues (gray). All H2A.Z showed
signiﬁcant oxidation for each acetylation state, as denoted by the black ramp above each mass. The acetylated proteoforms are assigned as in Figure
3. (C) TDValidator outputs showing summed ETD fragmentation data from the monoacetylated precursor masses for H2A.1 (left), H2A.2
(middle), and H2A.3 (right). The K188 diagnostic ion, y22+3, either aligns with an unmodiﬁed C-terminus (black label) or, if present, a
monoacetylated C-terminus (yellow label).

1A, box #4). Other common H2A variants, such as H2A.X and
plant-speciﬁc H2A.W, were not identiﬁed in searches of
Chlamydomonas’ predicted proteins using tools in Phytozome.59 The canonical H2A proteoforms lack methionine or
cysteine residues, and thus are the only histones that lack any
detectable oxidation. The abundance of each variant was
proportional to the number of paralogous genes encoding the
respective sequence. For example, H2A.0 and H2A.4 are each
expressed from a single gene and were the lowest in abundance
(Figure 4A, Figure S4). Each canonical variant exhibited a
similar pattern of proteoforms: ∼80% were unmodiﬁed except
for Nα-ac, ∼10% lacked an amino-terminal acetylation (ΔNαac) and about 10% were found to have Nα-ac with internal
monoacetylation (mainly at K5). Remarkably, ETD fragmentation of monoacetylated H2A.1 and H2A.2 localized a Cterminal acetylation to K118; however, the fragment ion
intensity was low (data not shown). HCD fragmentation of the
same precursor masses yielded more abundant fragment ions
and a diagnostic cleavage product at Pro108 generated an
abundant y ion that conﬁrmed the presence of K118ac in
H2A.1 and H2A.2, and its absence in H2A.3 (Figure 4C). As
the last 13 C-terminal residues contribute to nearly all the
sequence variation for Chlamydomonas’ canonical H2A
proteins, we suspect that the histone acetyltransferase
responsible for H2A K118ac recognizes a speciﬁc C-terminal
motif present in H2A.1/H2A.2 but lacking in the other H2A.3
variants (Figure S4).
The high levels of histone H2A lacking Nα-ac are
noteworthy as this modiﬁcation is added co-translationally in
other organisms and is thought to be irreversible (mainly
because an N-terminal deacetylase remains to be discovered).60 Upon further inspection of other asynchronous
Chlamydomonas histone LC−MS replicates, we found the

H4K20ac.46 This study is the ﬁrst to report acetylation at
H4K20 in green algae, and most importantly, that this
modiﬁcation is extremely rare and is only found on tetraand pentaacetylated proteoforms. Because bottom-up MS was
used in the other studies examining H4K20ac, the relative
abundance and other co-occurring PTMs with H4K20
acetylation have not been previously described in detail.
In summary, there is positional bias toward acetylation at K5
and K12 across all acetylated Chlamydomonas H4 proteoforms, a radical departure from the low K5ac and high K16ac
levels found in metazoans29.50 A recent paper uncovered that
K5ac serves to “bookmark” genes that are silenced during cell
division in cultured human cells to enable re-expression in
postmitotic daughter cells.57 Compared with the genomes of
metazoans, Chlamydomonas has a much higher gene density
and a larger portion of it would be transcriptionally active
compared to genomes with more noncoding sequences and
repeats. Perhaps the global levels of K5 acetylationlow in
humans/Drosophila, high in Chlamydomonasreﬂects this
diﬀerence. Alternatively, the higher degrees of K5 and K12
acetylation, which occur on newly synthesized H4 and mark it
for nucleosomal deposition,58 might indicate that nucleosomal
turnover is higher in Chlamydomonas. This is the ﬁrst
comprehensive study on acetylation states on a green algal
histone H4 and may help shed light on the role of this
modiﬁcation in the green lineage.
Chlamydomonas Canonical H2A Are Minimally
Modiﬁed, while Noncanonical H2A.Z is Multiply
Acetylated and C-Terminally Truncated. Chlamydomonas
canonical H2A proteins are encoded by 26 genes and have four
∼13 kDa sequence variants: H2A.0, H2A.1, H2A.2, H2A.3,
and H2A.4 (Table S1). These four proteins eluted slightly
before the ∼15 kDa noncanonical H2A variant H2A.Z (Figure
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Figure 5. Identiﬁcation and characterization of several Chlamydomonas histone H2B variants. (A) TDMS proﬁles of the multiply acetylated
H2B.v1 variant around 13.3 Da (left) and multiple H2B gene products around 16.5 kDa (right). (B) Graphical fragmentation map showing the
localization of H2B.v1 acetylation (left, boxed blue) and essential fragment ions distinguishing between two closely related H2B paralogs H2B.12
and HTB.13 (right, boxed gray). (C) Multiple sequence alignment for the amino-terminal tails of all putative Chlamydomonas H2B variants is
shown (consensus sequence on top). Species highlighted in yellow were identiﬁed by MS/MS in this study. Amino acids in red text indicate
substitutions or changes that deviate from the consensus sequence at that position. The amino termini of the last two H2B variants is shaded blue
to indicate it is highly variant and does not align well with the amino termini of other H2B proteins. Monoisotopic masses (without Met1) of the
unmodiﬁed form of each protein are listed to the far right and the degree of amino acid conservation is shown in the histogram below.

levels of H2AΔNα-ac to be closer to ∼1% (Figure S5). Along
with H2A.Z, the other N-terminally acetylated histone, H4,
was found to be completely N-terminal acetylated in all of our
LC−MS data sets (Figure 3 and data not shown). H4 and
H2A.Z have SG as their ﬁrst two amino acids, while the
canonical H2A proteins have AG. Either the S → A
substitution is lowering the activity of the amino-terminal
acetyltransferase during translation or, perhaps, there exists an
amino-terminal deacetylase that is recognizing some moiety
speciﬁc to the canonical H2As (such as Ala1).
In plants, H2A.Z is found in nucleosomes at the transcriptional start site (TSS) as well as in gene bodies of silenced
genes.61,62 However, its roles in these locations seem
antagonistic: its presence in the TSS correlates with
H3K36me3 and high gene expression, while its presence in
the gene body correlates with H3K27me3 and gene silencing
(reviewed in ref 63). In Chlamydomonas, we found the

noncanonical H2A variant H2A.Z to be multiply acetylated,
heavily oxidized due to having three internal methionine
residues, and containing C-terminal truncations (Figure 4B).
Unlike the other methionine-containing histones, the various
oxidation states of H2A.Z were not well resolved chromatographically. As a consequence, the analysis of H2A.Z
proteoforms was impaired and the acetylated proteoforms
were not quantiﬁed. However, ETD analysis did reveal that
acetylation was N-terminal, mainly at residues K6 and K14
(data not shown). Two C-terminal truncated H2A.Z proteoforms coeluted with the intact protein, either lacking the Cterminal amino acid (H2A.ZΔ143), or the last two amino
acids (H2A.ZΔ142−143) (Figure 4B, Figure S5). If
Chlamydomonas H2A.Z functions similarly to plant H2A.Z,
we suspect the highly acetylated forms to be present in the TSS
of expressed genes, while the unacetylated forms may be
present in the gene bodies of silenced genes. Additionally, the
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quantiﬁcation of the H2B proteoforms and gene products.
For example, some H2B variants diﬀer in mass by only 2 Da
leading to signiﬁcant overlap of precursor isotopic distributions. Despite these challenges, we conclusively identiﬁed 11
out of the possible 16 larger 16 kDa H2B canonical gene
products (Figure 5C) and each of these proteins diﬀered only
in their amino-terminal sequence (ﬁrst ∼68 residues). Of these
11 canonical variants, nine diﬀered by only one or two amino
acid substitutions, while two had a signiﬁcantly higher number
of substitutions (20 for H2B.15 and 21 for H2B.14). Using
tritiated acetate, Waterborg found that the 16 kDa H2B family
members have low levels of acetylation,52 so we expected H2B
acetylation to be low in our MS investigation. After initial
characterization of each cluster of masses corresponding to
H2B molecular mass, the unassigned fragment ions from each
MS/MS were speciﬁcally searched for common PTMs (e.g.,
methylation, acetylation). In this way, we distinguished
overlapping isotopic clusters of nearly isobaric species resulting
from an unmodiﬁed H2B variant of a higher mass with those of
a modiﬁed H2B of lower mass. We did not ﬁnd any evidence
of acetylation or other PTMs, suggesting that these forms, if
present, have abundances below our detection limit.
As with H2B.v1, all larger H2B histones are trimethylated on
the α-amino group of A1 (Nα-me3). The termini of all
Chlamydomonas H2B follow the consensus sequence recognized by the human enzyme α-N-methyltransferase NTMT1,
which mono-, di-, or trimethylates sequences following a “XaaP-K/R” motif.67 While the orthologous enzyme in Chlamydomonas has yet to be identiﬁed, a likely candidate based on
BLAST-searching the methyltransferase catalytic domain is the
protein encoded by the SMM19 gene (Cre06.g274400;
Uniprot # A0A2K3DNL8). SMM19 is expressed along with
histone genes during S/M phase of the cell cycle, consistent
with a role in modifying the N-termini of newly synthesized
histones.7 Many of the H2B family members in Arabidopsis
contain the “Xaa-P-K/R” motif and are N-terminally mono-, diand trimethylated, but quantitative information regarding the
degree of methylation was not reported.66 However, TDMS
analysis of another land plant, sorghum, revealed H2B
canonical variants that are nearly completely N-terminally
trimethylated.55 Remarkably, Drosophila encode only one H2B
protein sequence and its amino-terminal sequence (PPK)
follows the consensus recognized by the Drosophila ortholog
of NTMT1, dNTM1.68,69 However, there is little evidence of
Nα-me3 and the predominant methylation state after treatment with dNTM1 is Nα-me2. Similarly, TDMS analysis of
Tetrahymena H2B revealed its amino-terminus to exist in
multiple states of methylation.70 Interestingly, yeast and
human H2B, which lack the Xaa-P-K/R motif have their Nterminus acetylated.51,71 The blocking of H2B’s N-terminus
either by methylation in Chlamydomonas or acetylation as it is
in other organisms is a conserved feature, most likely leading to
increase stability of H2B.60
H2B is known to be ubiquitylated, and a targeted study
conﬁrmed monoubiquitylation of Chlamydomonas H2B most
likely at K149.72 While the function of H2B’s ubiquitylation
has not been studied in Chlamydomonas, it plays a role in the
activation of ﬂoral repressor genes in Arabidopsis73 and may
serve as a transcriptional activation mark in algae. Because
ubiquitylation was not included in the database search, we used
the SMC Python script described above to query masses close
to the expected monoubiquitylated H2B eluting close to the
family of 16 kDa H2B proteoforms (Figure 1, Box 2 around 25

C-terminal truncations we have detected might be involved in
H2A.Z turnover in either TSS or gene bodies to regulate gene
expression. Follow-up experiments involving chromatin
immunoprecipitation (ChIP) targeting unacetylated H2A.Z
and multiply acetylated H2A.Z followed by DNA sequencing
(ChIP-Seq) and/or mass spectrometry (ChIP-MS or Nucleosome-MS (Nuc-MS)64) would show the genomic locations of
these forms and whether they associate with PTMs on other
histones (e.g., H3K27me3 or H3K36me3).
Chlamydomonas Expresses Multiple 16 kDa Histone
H2B N-Terminal Variants and a Highly Acetylated 13
kDa Variant, H2B.v1. An interesting feature of the
Chlamydomonas H2B family is that the amino acids after
the amino terminal tail (about residue 70) are 100% conserved
across all variants with the exception of the noncanonical
variant H2B.v1: all canonical H2B have E100KVATEASKLSR111 (numbered positions based on H2B.9) while
H2B.v1 sequence is D68KMANEAVRLAQ79, showing many
substitutions. This sequence is toward the end of the histone
fold’s second highly conserved α helix, which is embedded
deep in the core of the nucleosome65 and may inﬂuence
intranucleosomal interactions. H2B.v1 was found to be mostly
unacetylated, but mono-, di-, tri- and tetraacetylated forms
were readily detected (Figure 5A, left). ETD of the acetylated
H2B.v1 proteoforms revealed their composition: monoacetylated = ∼50% K7ac and ∼50% K11ac; diacetylated = ∼100%
K7ac + K11ac; triacetylated = ∼50% K7ac + K11ac + K12ac
and ∼50% K7ac + K11ac + K16ac; tetraacetylated = ∼100%
K7ac + K11ac + K12ac + K16ac (Figure 5B). The
fragmentation data of monoacetylated and diacetylated
H2B.v1 included a small fraction of low abundance ions
(<10% relative intensity) that were unassigned, so there may
be other minor acetylation isomers present (data not shown).
Despite this, the acetylated isomers detected suggest a
preference for K7ac and K11ac being acetylated at either
position ﬁrst and then both together, followed by either K12ac
and/or K16ac. All of the H2B.v1 proteoforms that underwent
ETD fragmentation were also trimethylated on the terminal
alpha-amino group (Nα-me3). Previously reported Chlamydomonas H2B amino-terminal acetylation was erroneously
assigned due to the small mass diﬀerence between
trimethylation and acetylation (35 mDa)18 and the lack of
detectable levels of amino-terminal mono- and dimethylation,
which is often a predictor of trimethylation. The H2B.v1
variant lacks the extended amino-terminal tail found in other
Chlamydomonas (Figure 5C) and land plant H2Bs.55,66 Both
the size and high degree of acetylation of H2B.v1 is similar to
that found in budding yeast, which has only two H2B variants,
H2B.1 and H2B.2, that diﬀer by four amino acids (A3S, K4A,
T28V, and A36V). Both forms are amino-terminally acetylated
and have an average of approximately two internal acetylations
per molecule with at least ﬁve N-terminal lysine residues being
identiﬁed as acetylated.51
Shortly after the elution of H2B.v1, the entire family of ∼16
kDa H2B proteoforms coeluted, generating the complex MS
spectrum shown in Figure 5A (right). Nearly all masses above
a S/N of 3 were selected for ETD and HCD fragmentation.
Additionally, the enhanced chromatography that was used
prior to MS eﬀectively separated the oxidized H2B from
unoxidized H2B with very little overlap, making the
interpretation of the MS/MS data easier than when the two
forms coelute (Figure 1, box 2). Nonetheless, the MS and MS/
MS data presented challenges that hindered conﬁdent
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Figure 6. Chlamydomonas reinhardtii histone H3 modiﬁcations observed by TDMS analysis. (A) Feature map shows two major populations:
oxidized H3 (gray dashed parallelogram) and unoxidized H3 (black dashed parallelogram). (B) Abundance of proteoforms among the unoxidized
population of H3. Unmodiﬁed canonical H3.1 is represented by proteoform “a” with an observed Mmi of 15 168.49 Da (black text in A). Precursor
masses “b”−“q” and “t” (purple text in A) have singly methylated lysine 4 (K4me1) combined with unlocalized additional mass shifts in 14−16 Da
increments, from +14 Da to +255 Da. Precursor masses “r”, “s”, “u”, and “v” (green text in A, bold and underlined in B) have K4me3 and multiple
acetylations (K9ac, K14ac, and others) combined with unlocalized mass shifts that also increase in 14−16 Da increments. Percent abundance for
each proteoform was calculated as the percent feature intensity among all unoxidized H3 proteoforms. (C) MS/MS spectra for several groups of
features (and their mass range) were combined using TDValidator, and the intensity of the c41+ ion reporting on H3K4 was used to calculate its
methylation site occupancies. H3K4me1 is the most abundant H3 methylation state for masses up to 15 350 Da. H3K4me3 is the most abundant
K4 methylation state on precursor masses 15 391 and larger.
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For H3 proteoforms up to a mass shift of +84 Da (“b”−“g”),
we suspect the unlocalized PTMs to be either multiple
methylations and/or a few acetylations, given the consistent
pattern of H3 proteoforms increasing in mass in 14−16 Da
increments. Additionally, the low-abundance proteoforms with
mass shifts from +98 to +225 Da (“h”−“q”) could potentially
represent small subpopulations of proteoforms “a”−“j” with the
addition of artifactual phosphate or sulfate adducts. These
adducts usually appear on residues in the globular region of the
molecule as opposed to its termini,55 and typically generate
fragment ions representative of low-mass modiﬁcations despite
the intact precursor mass suggesting larger mass shifts.
The high mass shift proteoforms (>+225 Da) “r”, “s”, “u”,
and “v” are all modiﬁed with K4me3, frequently in
combination with K9ac, K14ac, and additional unlocalized
mass shifts >+70 Da between Q19 and I118 (Figure S7). Using
a targeted mass list including low-abundance, high-mass
histone H3 forms, we investigated the site occupancy of
H3K4 methylation as a function of histone H3 mass and
degree of modiﬁcation (Figure 6C). For histone H3 masses
15 168 Da (lowest mass, 0 acetylation equivalents) to 15 285
Da (∼2 acetylation equivalents), H3K4me1 predominated and
was the only detectable methylated species. For all species of
masses greater than 15 285 Da, which together represent
<1.5% of the total H3 population, the relative abundance of
H3K4me3 increases dramatically, reaching ∼70% of all H3 in
the highest mass range (∼7 acetylation equivalents).
Interestingly, H3K4me2 was detected only in the mass ranges
that also have H3K4me3 and its abundance remained low
(2.7% to 14.2%) and relatively stable across these mass ranges.
This suggests that H3K4me2 is a transient intermediate in the
H3K4 trimethylation pathway. The small population of highly
acetylated H3K4me3 contrasts with the more abundant and
minimally modiﬁed H3 proteoforms with K4me1 that lack
additional amino-terminal (prior to K23) modiﬁcations. This
bimodality of H3 modiﬁcation state suggests that monomethylation on N-terminal lysine(s) precludes the accumulation of multiple acetylations on the same residues, as
suggested previously.76,77 We suspect the unlocalized PTMs on
these trimethylated proteoforms may include H3K27ac,
H3K27me1/2/3, and/or H3K36ac, since others have shown
those marks colocalized to the same promoter regions as
H3K4me3 in Chlamydomonas.15,78 In Chlamydomonas, H3
proteins occupying repressed promoter regions displayed high
levels of H3K4me1 or H3K9me1, low levels of H3 acetylation,
and low levels of H3K4me3.12,77,79,80 On the other hand, prior
work studying transcriptional activation marks in Chlamydomonas found H3K4me3 and multiacetylated H3 occupying
transcriptionally active promoter regions.12,81 Overall, our data
show low abundance of H3 with K4me3 and multiple
acetylations (0.9% of total H3) and high abundance of H3
with monomethylation on K4 or K9 (99.1% of total H3). This
trend is similar to prior reports that ∼80% of Chlamydomonas
H3 histones are monomethylated at K4 and ∼16% are
monomethylated at K9,76,79 while ∼20% are dynamically
multiacetylated.52 Additionally, those same studies report that
dimethyl- and trimethyllysines on histone H3 were not
detected, most likely due to their low global abundances
(<1.5%) These prior observations noting high global
abundance of repressive marks and low global abundance of
activation marks is in contrast with transcriptional studies
showing that a majority of the Chlamydomonas genome is
active at most cell cycle stages7,8 and with the Chlamydomonas

kDa). The low abundance and large size of monoubiquitylated
H2Bs made the fragmentation data sparse. Manual investigation of the ETD and HCD data revealed only a few aminoterminal ions (and no carboxy-terminal ions) that matched to
both ubiquitin and H2B.5, in agreement with this modiﬁcation
being on the carboxy terminus (data not shown). The most
notable feature is that the abundances of monoubiquitylated
H2B mass proﬁles mirror those of the 16 kDa nonmonoubiquitylated H2B proﬁles suggesting that the H2B
ubiquitylating enzyme does not discriminate among Nterminal variants (compare Figure 5A, right spectra with
Figure 6).
Histone H3 Have a Bimodal Distribution Conditioned
on K4 Methylation State. The Chlamydomonas genome
contains 35 genes annotated as histone H3 or histone H3
variant (Table S1). Thirty of these genes encode the canonical
H3 histone we designate here as H3.1, and two genes encode
two additional canonical histones, H3.2 and H3.3. Two H3
variants in Chlamydomonas have been identiﬁed as homologs
of centromeric H3 genes in land plants;74,75 thus, we refer to
these proteins as cenH3.1 and cenH3.2, and the remaining
noncanonical variant is referred to as H3.v1.
We observed two major populations of histone H3 between
the LC retention times (tR) between 149 and 164 min (Figure
6A). The ﬁrst population to elute, between tR of 149.83 and
158.06 min, contained H3 proteoforms with masses indicating
between 1 and 3 oxidations localized to H3C109 and/or
H3M119 by HCD (data not shown). The second population
to elute, between LC tR of 156.16 and 163.51 min, showed a
similar proteoform proﬁle yet appeared to be lacking most
oxidation. To avoid redundancy and misidentiﬁcation of PTMs
due to incomplete and variable oxidation levels, we only
analyzed the MS/MS data acquired for the unoxidized species,
indicated by the groups of features lettered “a”−“v” in Figure
6A.
The only H3 protein identiﬁed in our analysis was the
canonical H3.1 protein, which is consistent with its gene copy
number and transcript abundance being much higher than the
other canonical histones, H3.2 and H3.3 (Table S17,8). The
noncanonical H3 variants, including the two centromeric H3
proteins, were also not identiﬁed here, despite some of these
gene variants having transcript abundances similar to that of
the identiﬁed canonical H3.1 histone.7,8 Like all other core
histones, all H3 proteoforms we identiﬁed were missing their
N-terminal methionine. But unlike the other core histones, H3
lacked any detectable modiﬁcation on its alpha-amino group
(e.g., acetylation or methylation). The combination of low
precursor ion abundance and the limited number of MS/MS
scans resulted in sparse fragment coverage for many of the H3
proteoforms we analyzed. Due to this low sequence coverage,
PTM assignments were restricted to the ﬁrst few residues on
both termini of each proteoform, leaving the remaining mass
diﬀerences assigned to a broad range of residues on which they
may appear (Figure S7 and Table 1).
The majority of H3 proteoforms, represented by features
“b”−“q” and “t”, displayed monomethylation on lysine 4
(H3K4me1), or occasionally monomethylation on lysine 9
(H3K9me1) (Figure S7). Most of these H3 molecules with
either K4me1 or K9me1 had additional mass shifts ranging
from +14 to +255 Da. The fragment data rule out localization
of these mass shifts to the N-terminus (e.g., K9, K14, and K18)
or to the C-terminus (after M119) but instead suggest
localization usually between K23 and I118 (data not shown).
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genome’s high gene density suggesting a low proportion of
inactive intergenic regions.82 This contrast suggests the
possibility that H3 monomethylation on its own is unlikely
to be a silencing mark, but it may be required in combination
with other modiﬁcations for active silencing of transcription at
speciﬁc loci. Further studies will be needed to parse the global
roles versus promoter-speciﬁc roles of individual and
combinatorial H3 modiﬁcations in Chlamydomonas under a
variety of growth conditions.
Here, we report 22 partially characterized H3 proteoforms in
Chlamydomonas building upon the three H3 proteoforms
identiﬁed previously.18 Additional optimization of the LC and
mass spectrometry methods (such as more comprehensive
target mass lists and ﬁne-tuned fragmentation parameters) may
increase proteoform purity and sequence coverage in the
future. This will allow us to localize combinations of PTMs
further into the globular region of Chlamydomonas H3, as well
as explore the hypothesized competitive relationship between
lysine monomethylation and acetylation, possibly governed by
H3K4 methylation status.
Two Linker Histone H1 Gene Products Were Found to be
Minimally Modiﬁed. Of the three predicted histone H1 genes
in Chlamydomonas, we identiﬁed protein products from two
of them: Cre06.g275900 (HON2) and Cre13.g567450
(HON1), with monoisotopic mass of 24588.56 and 27249.91
Da, respectively, each being N-terminally acetylated but lacking
any other detectable modiﬁcations. The third H1 gene,
Cre13.g562300, was not detected in our analysis, most likely
due to low expression8.7 As per suggested histone paralog
naming conventions83 HON2 refers to the protein product
H1.2, while HON1 refers to the protein product H1.1 (Table
S1). Besides full length H1s, we also detected many truncated
forms (Supporting Information).
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CONCLUSIONS
In this study, we report 86 Chlamydomonas histone proteoforms whose detection was made possible by the development
of new software, improved chromatographic separation, and
high resolution/rich fragmentation provided by state-of-the-art
top-down mass spectrometry. We also demonstrated that
manual analysis, assisted by multiple TDMS data visualization
and processing tools, is necessary for characterizing low
abundance and isomeric proteoforms. Future software
development will make this process more robust for high
throughput TDMS analysis of proteoforms. These technical
improvements of top-down analysis enabled us to create a new
and valuable resource for algal epigenetics that describes a
signiﬁcantly expanded number of algal PTMs and their cooccurrence on diﬀerent histone variants. This reference
resource, along with our improved methods, can facilitate
characterization of the histone dynamics in various growth
conditions, cell cycle states, and mutant strains. Examination of
the histone PTM landscape in strains from the Chlamydomonas Library Project (CLiP) insertion mutant library84 could be
combined with these methods to improve annotations of
currently putative gene models, especially putative histone
modifying enzymes, to further the elucidation of the
Chlamydomonas and algal histone codes.
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R. D.; Payne, S. H.; Kim, S. Informed-Proteomics: open-source
software package for top-down proteomics. Nat. Methods 2017, 14,
909−914.
(26) Jeong, K.; Kim, J.; Gaikwad, M.; Hidayah, S. N.; Heikaus, L.;
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